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[74] ^mmm *&m&mRruftm^mm 

ftiA TiW i£fi 



rr, 



"I H, 1 



fe*JS*^5 M T&WV 18 M ^ij* 6 5t 



[54] mmmmmm^i^R^mmmm 
urn 

[57] fflS 

ffife-^- seq id nos: 1 m 14 z.-m^i&^mmm 



I 

OO 
O 

o 



CD 
CO 



m m & 



mum 



1. — ^^^Efe SEQ ID NO: 1-14 ^Hf— ^fffTfiffy 

2. — f+^^ltl. ^^^"S SEQ ID NO: 1 flr^tt&^&fl^J. 

3. —ffl&&myo, SEQ ID NO: 2 ^f^^J^^^ff^Jo 

4. —ft&mmyo, seqidno: s^t^m^^®^^. 

5. — #^M3l^> ^^^^ SEQ ID NO: 4#f^#J^ : SF^J¥#]. 

6. — ^^Ek SEQIDNO: 5 #r^#J^B£Pf?iJo 

7. — SEQIDNO: 6 ^tfJ&fW^'Jo 

8. — ^^^-^ SEQIDNO: 7 ^T^^J^^^^^Jo 

9. — ^M^I^J, SEQIDNO: 8 ffi^M&^Mft^o 

10. —ftmm?\w. ^m^s seqidno: 9m^#]& : $mp?>n° 

11. —¥?&m.z>\'%>) , SEQIDNO: 10#f^ltt^lf^J?#Jo 

12. — jR>1£&3l#f, SEQIDNO: 11 ffi^M&'WMftno 

13. -ft^m^iti, ^^-^ seqidno: iim^&^mftn* 

14. -#M3I$J, £&^Ea SEQIDNO: ttffi^#)&^mf?n° 



01806456. 6 



u m w & 



15. —ftrnm^m, seq id no : um^^mm^o 

16. -^m^^mmmmmn , ssTiffit-t^iM: 

5 en seqidno: lm&m&mfr&mm&^mm&'S&sEQ 
id no: 2 m^m^mmmmmm&i^mM <2> ^sseqid 
no: * m^m : &&f¥?mwimmwft&&& seq id no s im^m^ 
m^n^m^m^imM; o> ^sseqidno: 4^^^ 

fr&\&l&Wt 1 5\V8ft&'&& SEQ ID NO: 5 ffi^m^WtFf&mWiWS]®) 
10 W3|i&*h (4) SEQIDNO: e^f^^m^J^^m^l^W 

SEQIDNO: 7ff^^^®^?lJfi<]^M^Itl^^ltl^; (5) & 
^"i SEQIDNO: e^f^^m^JWSKgi^jFP^* SEQIDNO: 

s m^m^mftfmmmzmM^mM-, (6> seq id no s 9 

^&^/^?lJl8^3lttfn^il SEQ ID NO: 10 ffiTP&ftWtftM 

15 tomm^mm^mxt; (7) seq id no : 11 m^m^m&m 
mmm^\^^^ seqidno: nffi&mftmfrfmmmmm] 
(8) seq id no: n m^^m^mw.m.m^m^ 
seqidno: uffi*&&mi*mm&mmmmtt. 

20 17. *B$g&jfHJ3?jfc 16 W3I$J*N ^S^-g-S SEQIDNO: 1 

^^K^jw^n^i^^i seq id no: 2 m^m^mmmfc 

18. m*gfe*Jll* 16 ft 3 1 #1 5ft, SEQIDNO: 3 ffi ^ 
25 ^M^?U#1&&3I^*Q&-£E& SEQ ID NO: 2 Jfr*8 : B : fl&J*fl!W& 

19. M^&f'J^ 16 KJi^i SEQIDNO: 4 

^^mm^ij^^m^it/ia^^* seq id no: s jif^tt^K^weE 

30 tt3l4fctt3l4fctt. 
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20. m^^^'J^^ 16 M^Wrt, SEQ ID NO: 6 ff^ 

m : &mf¥mto®m i i\V3ft&'£& seq id no : 7^^^^^^^^^ 

5 

21. ^igfefU^ 16 SEQ ID NO: 6 ffi^ 

^mmmmm^mm^^ seq id no-, zm^mmmmm 

10 22. *g|gfcjfW;£ 16 &m\®tt, SEQ ID NO: 9 #r ^ 

^^K^'JW^Kfi^^* seq id no: lom^m^mmnmm 

23. m^^flJS^ 16 M^\W*i, SEQ ID NO: 11 fft 

15 ^^^^j^^m^iti^^* seq id no: iim^m^mmm 

24. 16 mitytt, gJi'&^Efe SEQ ID NO: 13 ffi 

^m^m.mmmm^\mm^^ seq id no-, ufft^m^mmm 

^?i%^a^f pcr: en seq id no: i m^m^m 
mmmmm'mm^^ seq id no : 2 m^^mmmmm^m 

25 m\Mtt; (2) SEQ ID NO: 3 #f m&1£Wil*mfam6fi\ *&f*P 

SEQ ID NO: 2 J^^M/^J&^^l^lftSI^; (3) & 
SEQ ID NO: 4^f^^WM^^J^^m^lt/^fe^* SEQ ID NO: 

5 m^&^MftnM&m^mmmtt-, (4) seq id no s 6 
m^^^mff^j^^m^itisi'S,^* seq id no: 7 m^^^mm^j 

30 Mmmim^mxt ; (5) ft^EBSEQIDNO; 6#r^«g?JWJ|ft 
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U * 'J M * 45 ^4/5M 



^K^l^^i SEQ ID NO: 8 J^&^J^|ft^3i^ltt3l^ 
(6) ^-^fi SEQ ID NO: 9 ^f^^tt^Mtttt^l^^^ 
SEQ ID NO: 10M^^J^|ft^M3l^!ft3l^*j-; (7)&-&E& SEQ 
ID NO: 11 ^f^^K^JfltJ^K^IISl^P^S SEQ ID NO: 12 
5 &^ffi/*yijto&&3l&&3l4g|*h (8) SEQ ID NO: 13 

&^&#3W&K3l<&*n&3-& SEQ ID NO: MJfr^ft^tt^^JWSE 



26. 25 w^rfe. k+« mm^mm^mwmn 

10 H (Alicyclobacillus acidocaldarius ) , fft £ 4 1 

£>— ( 1) 13. II" & SEQ ID NO: 1 ffi7F& : &mfrMfa&Wt?\Qfia& 

'g-* seq id no: 2 m^m^m^mmmm^mmmmM; (2) 

& SEQ ID NO: 3 0r^&^$/?^dft&&3IWP&#& SEQ ID NO: 

2m^m^mmmmm^mmmn; m (6) &^Eti seqidno: 
15 9 m^m^m^mmm^m^^ seq id no : 10 flr^KWK/? 



27. 25 %*^mm%m±mvsmwMft 

if (Alicyclobacillus acidoterrestris ) , j^& i !l%#f5^i££T£l4 3 #jM 
20 d>-#: (3) SEQ ID NO: 4 ^^^?iJlft^3l«n& 

-g-i seq id no: 5ffi&mftmm?m&mmm\®tti m m & 
nr* seq id no: 11 ffi^m^mmmmm\%)m&i$& seq id 

no: n^^m^il^^mil^W^l^o 



25 28. umfomm^ 25 ffj3r$£, ^mmm^^mmm^mwm 

(Alicyclobacillus cycloheptanicus) , ^f^^l^^^i^ S ftt 
(4) SEQIDNO: 6/ft^ft3W?^ft&&3l4tf] 

SEQ ID NO: 7 0f^ : S : ^^^JW^m^l^W^lt/^ ; (5) & 

-a-* seq id no: 6ffi^m^mmmm&^\m%\^& seqidno: 
30 zm^m^mmmmm^mm^wn-, m (8) &^esseqidno : 



5 



01806456. 6 



& m ^ * =p ^5/551 



13 ^^^mJOW^^I^^^* SEQ ID NO: 14 flf^&^lg 

29. tfl^WJl?* 25 ^tfil^MIWif 
5 f & M ( Alicyclobacillus acidocaldarius ) , M±Mtf-B.% L MFtM 

( Alicyclobacillus acidoterrestris ) ^ J^^SIs^f^^ffe^M 
(Alicyclobacillus cycloheptanicus) tMMi>- Bf^^l^^^ifi S 

*1 1 2 WM4>— > NR£*Dftli& 3 

10 en seqidno: 1 ffi^fe^mmm&^ifoifr 

SEQ ID NO: 2M^^^iJltt4«3l$3lft3ltJ*}-; (2) & 
^•S SEQIDNO: 3^ifS^MSHgiW§t4 SEQIDNO: 
2J^^&J^Jft&&3l^to3l^*h ft (6) fe^^ SEQIDNO: 
9 ^&^&J^iJffl&K3l WP^i SEQ ID NO: 10 ffi^m^Mff 
15 ^Jffi^3l^lft3l^*t; 

&2: (3) ^^E^ SEQIDNO: 4 gf^R^K^^I ffl&^l «n 
^Et3 SEQIDNO: 5^^$^?dlft&m3l4M3l#JXt; fP (7) 

seq id no: 11 ffi7Fm^mmm&w.^\wm&^& seq id 
no: nm^m^mftfmmmmm^wtt-, 

20 S3: (4) SEQ ID NO: 6 Br^klfc&mfrnttil&M^WUft 

seqidno: 1 m^^mmmmm^m^mMx cs) & 
•a- a seqidno: em^m^mmmmm^mm^^ seqidno: 
s m^m^nmfmmm^mmmtt; m m seqidno: 

13 0r^£^fc#^toftfc9l4&#^I& SEQ ID NO: 14 Jjff^!^ 

25 mm&m^mmmtt * 

30. taigas* 25|ft^$£, K+M#p H ^W4» 
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5 

*^Bi^^^w^ptmii#sij^M^ mstm&mtt mm 

(Alicyclobacillus) ftjnt&l&ftF^WJ^TU W^ffl^l^ 
10 HdS&;fc 

15 

*£#SWil^&#1»J;£f&o ^B^^^^S^J^-JF-^ 1996-140697 

^gft]^-*! 1996-140696 Hffi TtfrSI cQT^E ftf + £-£6tJ-#if|ft 
20 nfHHtfj^o 

25 £&ltt2N*. 

jiiffc*gi4&, Ma pcr istj dna m&vtm> -%m 

30 1998-234376) . 
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tSL W -11 &2/183S; 



io ^imm^mmtxm^mmmH^o 

15 

25 *%Lwn&&}&m?m, n seq 

ID NO: 1-14 ^hBf^. 

#S!l3&tl&Jl^££«&1&ttftT^ (l) i'J (8) ftj3l&*N 

(1) lfc*t3I^EtlW > MI#t&JdG. ^^S'J^W$n SEQ ID NO: 1 
30 jfO SEQ ID NO: 2 ^ftJ^^^J . 
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U W & 313/1831 



(2) fott?\®&m^m&J&, g##J-£W*fl SEQ ID NO: 3 
|0 SEQ ID NO: 2#f^lft& : g : itff?lJo 

(3) ift^3ltJE£M^lt!*a/&, ^^J-^WiO SEQ ID NO: 4 
|P SEQ ID NO: SffiTjkMm^mfrmo 

5 (4) lJfcX*3I^E&ra^l*&&/», ^^^J^W^P SEQ ID NO: 6 

in seq id no: 7m^mm^m^mo 

(5) jfc#3l%E&ra > HI&f&fiK, ^giJ^WftJ SEQ ID NO: 6 

Si seq id NO: sffiTFtottWifrm. 

(6) i&x*3ltfEBra^l%M/£, &#3iJ3-W£n seq id no : 9 

10 |P SEQ ID NO: 10 JJf^W&^ft/ffll. 

(7) M?|«4St?IW, £##J#W#I SEQ ID NO: 11 
IP SEQ ID NO: U^ttttfl^HI. 

(8) jlW^E&W^I^S/fc, ^^SiJ^W^B SEQ ID NO: 13 
IP SEQ ID NO: 14 #f ^ tfBM^J . 

15 

*%tm&mmT iMiOT^i en - (s) * 

M^H^m^f&fF^ (Alicyclobacillus acidocaldarius ) , &±m?*M 
20 ^ffifi 1 ^ (Alicyclobacillus acidoterrestris ) iP^F^CSJ^I^^fSfl 1 ^ 

(Alicyclobacillus cycloheptanicus) , tlSf ftJ^j£3f$£&#S 

£RT (a) S (c) 

(a) (i) , (2) ip (6) ?mtt*tom'>-tt&%.m® 

^tSf^^fS^F^ ( Alicyclobacillus acidocaldarius ) o 
25 (b) (3) IP (7) 3l&*f*ttlg£l> — 5t«j£K±flg3*& 

^JStfllj ( Alicyclobacillus acidoterrestris ) o 

(c> (4) . (5) ip (8) ^\mM^^m.{>—M^M^m 

3^ a £f §§5^16^11 ( Alicyclobacillus cycloheptanicus ) . 
30 McftMW, *aBJii^T-#mi±-^PCR^jS^ (a) $J (c) 
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6 



ft W 4? ^"4/i85T 



^# n a pia^f pcr, ttmm=wmmnnmmn&--ix pcr 

^aMl^^ef^p^^S^^I DNA ^-^^M 

mm^yQ&g.' Ms&f ^m^m^mnmm (Aiicyciobacinus) 

IUPAC-IUB Communication on Biological Nomenclature , Eur. J. 
Biochem., 138:9 (1984) M "Guideline for preparation of a specification 
containing nucleotide sequences or amino acid sequences (JPO) " JiJciS: 

ifJk^^]^W.3\^'^m^~ SEQ ID NOS: 1-14 ffi^MWi 

^mm^o id ^^f^^^^^^j^-^t^Mw i6s 

m^sh* rna m^m^mmmm®.* 

*%.w%&Mmrmnm i6 S rna mm, #%.nitm 
g^&n i6s mmw rna sait^^fe^^^^^M^^iwiM^^ 
g^ijgp£/*&£r#T^ i6s rna ^eh^^m^u^ 

16s &}&mW RNA SE^&fcH* RNA, RNA fkfe^W 
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Ufc W ^ JI5/18;^ 



^ttA%1Kft^MJII^ttiFKmfFMA9W*i«KWa<l 16s 

5 H W RNA IISBftW, , ^^KiiJ^i^K^f&ff^ 

( Alicyclobacillus acidocaldarius) (ATCC27009) , DSM446 M 

W&i 1548 ^mmm (£ EMBL/GenBank ifc $i ^ & flfr , ©^-t^J 
X60742) WtM.EiiffliK}[ Int. J. Syst. Bacterid., 42 (2) , 263-269 (1992) ] 0 
^ : J 1 &±Jl§3*g&#J&tt : 1& (Alicyclobacillus acidoterrestris ) , 
10 ATCC49025 #J 16s RNA ( 1522 bp) pT#J*L Hokkaido X 

Yamazaki W 1$ ± i& £ „ R T m & W$ *t Wl & fa ft M 
(Alicyclobacillus cycloheptanicus ) (ATCC49028) , B£P 1537 ^5$ 
EMBL/GenBank tl^^SI. ^M^Z) X51928 [Curr. 
Microbiol., 21, 325-327 (1990)] . 

15 

if 16s^^^RNA^ft#^W, &RNAM#mffl##>?!li&# 

^^Bj^^m^i^M^it^: %fer«WE«w^ ioo so 2000 bp 
20 ^m&m&m lo^&^n, 13 31 30 ^m^m, 'g.vtm 13 

HJ23^^^^ 0 

a^S^I^Xd-^WM^^I^W^RT^iaW Tm {& (Nakayama, 
Hiroki, "Shinpan Bio Jikken Illustrated: Honto ni fueru PCR (New Edition 
25 of Illustrated Biological Experiment: Efficient PCR)", Shujun-sha, page 25 

(2 nd ed., June 1, 1998 ), !^l«rJ#ffJ#m£o Slfcttft^ftfraittift 

30 J^ffitt8lft£ftlifttttf. &ft3l«tt£flfc«aS»'a'WE& SEQ ID 



ii 



n m =ts m'6/i8jg 



no: it&zffi^m^mmm^®)* 

m^J&&> Perkin-Elmer iMr^^S^ DNA ^j&l^, Mil 

&*/£tt^JH^®W3l4»##l*l DNA^St^MJ^/^tl^o 

m i6s ^iti* rna mm^mmm dna s^t ^^^-s dna. r 

0.1%SDS tf) 0.2XSSC, <£60°C~F, £ ^ 0.1%SDS fi<J 1 X SSC * . 

#:£l!ll + 3l*«^»#^to:M*&0i$n SEQIDNOS: 1-14 ^f^c 
SEQIDNO: 1 itt^m^lJ^imiiTOSmffM (Alicyclobacillus 
acidocaldarius) DSM446 16s RNA SB (gafc-t X60742, 1548 

bp) mm^mi^nm \6i-iso fiLm^mffittM* seq id no : 3 

SEQ ID NO: 2 Wft^K^^I-^K^JKSf K^ffifflt 
(Alicyclobacillus acidocaldarius) DSM446 16s faffift RNA g@ (f£ 
^ X60742, 1548 bp) WS^H/f ?lJWtf iff?iJW 591-611 

SEQ ID NO: 4 WfttfRtffllii^fliJFK^fcffB 
(Alicyclobacillus acidoterrestris ) ATCC49025 ftj 16s 4£#§# RNA g 
S (1522bp) m&^mm\\ 172-192 &*@*f& 0 
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n m n m/i8m 



seq id no : 5 &}&^ni¥m5M±m^mwmff m 

( Alicyclobacillus acidoterrestris ) ATCC49025 ffy 16s RNA S 

(1522bp) ffi^mfrW 587-609 UttMMo 

5 

seq id no: 6 ^m^m^n^^mmm^mwmnm 

(Alicyclobacillus cycloheptanicus ) 16s RNA IB (SJ^-^ 

X51928, 1537bp) &!& : &WtfrM$l 186-207 &*B*j-£Z„ 

10 SEQ ID NO: 7 WM^^^^-^Jf^aii^M^ffe^P^ 

(Alicyclobacillus cycloheptanicus) 16s $.WlW RNA IB (H^-^ 
X51928, 1537bp) ^^W.mm 583-603 &*B*f& 0 

SEQ ID NO: 8-^ SEQ ID NO: 7ffi[s|, R&Tfg 1 1-14 &gcS#J 
15 cccg$ttc#fl&fto 

seq id no 9 i& & ^ m n % & m m ^ m w m n m 

(Alicyclobacillus acidocaldarius ) 16s RNA 18 (g^-Ef- 

X60742, 1548bp) ffiWi^mmm 168-180 <&*g*t&o 

20 

seq id no: io mm^mmn^mmm^ mwmnm 

(Alicyclobacillus acidocaldarius) 16s &%f$W RNA S@ (rUffc-^ 
X60742, 1548bp) M^mfttmWiftm. 591-605 &ffltt&° 

25 SEQ ID NO: 11 &} & ^ M J¥ ^ Wl ± m $f M # ft M 

(Alicyclobacillus acidoterrestris) ATCC49025 (ft 16s RNA M 

m (i522b P ) wsm^nmm 176-192 &*@*f&o 

seq id no: 12 ^m^mmm^m±m^m^mn-m 

30 (Alicyclobacillus acidoterrestris) ATCC49025 tf} 16s RNA S 
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& m =p m/mi 



m ( 1522bp) M&^m.J¥$m 587-606 &*B*tJ&o 

SEQ ID NO: 13 ^Sll^^^ffeff M 

( Alicyclobacillus cycloheptanicus ) 16s RNA US (H:^-^ 

5 X51928, 1537bp> W&lfKtf^to 191-207 &fflttJ&. 

SEQ ID NO: 14 ft&^&^J-^^SflilFK^J&fFM 
(Alicyclobacillus cycloheptanicus) 16s RNA IB C^^-^ 

X51928, 1537bp) M&^MfrMtf) 583-595 &*@*f& 0 

10 

£fll&fijW± (1) m (8) -I^I^SN 

15 nsuitmft'&fetg mm (mmffiffmw&ftm (Alicyclobacillus 

acidocaldarius ) , MdblS^F^^f&ff® ( Alicyclobacillus 
acidoterrestris ) , ^J^S^JJi^ll^^ffli ( Alicyclobacillus 
cycloheptanicus ) ) o 

^ifp dna M^m^m^mm dna ###j-sp#, fc^^Tsafi 1 

t^j$n%t, Mig^^^iasr^WDNA, S^a^^^#^DNA 

■mi***. 

30 
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n m 4? md/isM 



W3£#3f5£, ^wjrmmjim&M^Gmmx'bM dna r 

it7 fe ^t^^J^T#B D p4 ) ^^W^I&. Mil DNA rii^^&t^^ 

5 

PCR fifitRTKiilftSli^ftifi 1 ( ft ft , JE 
Science,230,1350(1985)) o 

io 

^^r^Slfl^, £n2X#£fC& [Proc. Natl. Acad. Sci.,USA.,74,5463( 1977)]. 
Maxam-Gilbert ^[Methods in Enzymology, 65,499(1980)]^^^7j & . 

dna jfex^rsftfti^rscjpTafi 1 * ^Sc±^^#^*u#w dna 
20 t&mijm, ftmDNA#*^#s#, gft^iRBUgcJBS cue 

ft II. 

25 m i *«ffl*^iflwgi*xt, ^pf^B^^^^f^ pcr f*m& 

® 2 ;t^*£^fft3ltl*f, tfl*ttttft£R*#rft PCR 

a 3 m&m*%wM?mm, Mmmm^nmn pcr 

30 
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& m 45 5&10/183I 



5 ^mm i 

en imam 



m i 





mm 


(A. acidocaldarius) 


ifoi5652 ammmm 


( A. acidoterrestris ) 


ATCC49025 (Bflc^M) 


(A. cycloheptanicus) 


IFO15310 (B^M) 


^J&tf-^mW:^ (B. subtilis) 


ATCC6633 


W.Zn^l&ffW (B. coagulans) 


IAM1115 (^^^§M) 


( B. stearothermophilus ) 


IAM1035 


(CI. Sporogenes) 


IAM19235 



10 

(2) dna mm%\& 

fem InstaGene DNA (Bio-Rad) , &&^l&HJ45iikft, 

^timitlHf DNA ^V^o A ^H^tf^^. ft 

mm 800^1 5cm7X^^^^ifa3^. &'l>;§:^ (10000G, 10#HO , 
15 ±±flt, frlHUft® mm) . jtS-^jft^ifcaa. InstaGene DNA 

tflikfrm (200ul) ^JPilJ^f^^^^tf (*fflflfc) KI^^56-C!)gW30 
$&Jg, (1£ffl££M) (8 #£r) ft 

DNA^^o 

20 (3) *%W3\mMmi^i?rJ& 

mim^M^&w^w&uffiiMT-wmmmM i6s ^h^rna 
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& W 45 MU/WM 



( Alicyclobacillus acidocaldarius ) 16s RNA SEE (J£i^-% 

X60742, (EMBL/GenBank ) [Int. J. Syst. Bacteriol., 42 (2) , 

263-269(1992)], ^±fl£Jf ^f&flPM ( Alicyclobacillus acidoterrestris ) 
5 Eftl 16s RNA S@ (#JE Hokkaido jz¥$hffi Yamazaki Wi± 

ife^C) , ^mmm^m^mfrm (Alicyclobacillus cycloheptanicus) 
&} 16s RNA ^mCgM^Z) X51928C EMBL/GenBank 

[Curr. Microbiol., 21, 325-327 (1990)] o ffli^J DNA (Perkin- 
Elmer) $^§1 th^&o 

10 



312 









Tm CO 


( A . Acidocaldarius ) 




SEQIDNO: 1 


61.6 


( A . Acidocaldarius ) 




SEQ ID NO: 2 


57.6 


(A. Acidocaldarius) 




SEQIDNO: 3 


63.6 


(A. acidoterrestris) 




SEQIDNO: 4 


57.6 


( A . acidoterrestris ) 




SEQIDNO: 5 


54.2 


(A. cycloheptanicus ) 




SEQIDNO: 6 


59.5 


( A . cycloheptanicus ) 




SEQIDNO: 7 


63.3 


( A . cycloheptanicus ) 




SEQIDNO: 8 


57.6 



(4) iiilPCR^^PfM^ 
(4-1) VCRm&%dM®\& 
15 U^3t 3 0f^Sa^, & 0.2ml 15$^ (TAKARA SHUZO ^w]) 

*imAmm& (2) dna tt/g pcr 
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ft W V 



3 





IB. 

(ul/25ul) 




5U/fil TaKaRa Taq 


0.25 


1.25U/25|il 


ioxpcr mnm (^M g ci 2 ) 


2.5 


1 fg^Jg 


25mM MgCl 2 


2 


2 mM 


2.5 mM dNTP M^ffi 


2 


200|iM 


4pmol/nl IE ft 31$) 


2 


320 nM 


4pmol/p.l 


2 


320 nM 


DNA 


1 






13.25 






25 





(4-2) PCR 

ffitWi (4-1) ^J^WM^^^^^hi^W^A^f/l^tJc^ffl^T 

B# (TakaRaPCR*MM^t*.MP, TAKARA SHUZO ^W)^n a n) , M 

4 #f*|ft&»fe/5, ^^^DTW#5f 29^: 94'C^'14 30#, 60 
°C 31^/^14 30 72°CM-fc&& 1 £ 94°CT^ 30 $ 

60°CT 30®m'X/K&> 72°CT 5 PCR 0 



^ 4 





urn co 


i 


2 


tf 3* 3 










94 


4#l* 


30 # 


30 & 




60 




30%!? 


30 %J> 




72 




1 


5#l+ 




1 


29 


1 



^^^ffl^^lt)^^: (A) ^?ltlSEQIDNO:1^0SEQIDNO:2 
15 £&J&; (B) £31^ SEQ ID NO:3 W SEQ ID NO:2 £fi$; (C)l±l3l 

m SEQIDNO:4#I SEQ ID NO:5 (D) SEQ ID NO:6 
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ift W 4? £13/1831 



SEQIDNO:7£fi/& ; (E) & SEQ ID NO:6 5fP SEQ ID NO:8 m.j£ B 

n-^mtm^M <a> , co m cd) , m^mnki&m^va 
m (B) , co m (e) 

5 (4-3) 

^f&PCRfrmfe, £ 25|il WSjSJi^tfiiqA 5 nl 6X±#^# 
«[ (TAKARA SHUZO CO., LTD) M^JsW 6jil ffinU£ty& 1.5%& 
fli*S?&fl£ (^Ii^L03, TAKARA SHUZO CO.,LTD.6U^ n n p, 1 XTBE 

Mupid, Cosmo Bio Co. ) 

10 

(4-4) 

#3£fl££l§- lMg/ml Sfefe 20 

m^mjkmm io (i&Mif aw, Bio-Rad) Tmm* 

fam#m Polaroid +itHia^fttMo 

15 

(4-5) 

ffl i fo2^j^%^^m (M>t) . 

m i %m-^&&mi£m a&mzwtt ca-> , co . cd) ) . 

20 9 2 *»->Mfc|ftfl&fSa (fffi^lW (B) , (C) , (E) ) . ffl 





ffl 1: 


M 




25 




1 


^^fltJF^^f&fr^ ( A. Acidocaldarius ) 




^51 


2 
3 
4 


K±flt*F&3f?fifl : Br (A. Acidoterrestris) 
^^lUFK^f&ffSf (A. Cycloheptanicus) 
fMIIi^lt (B.subtilis) 




ftitt 


5 


8lgf#J&fF3r (B. coagulans) 


30 




6 


"f&lBlfr^f&frB (B. stearothermophilus ) 
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01806456.6 W ^ 3S14/183R 



V^it 7 ^f&it® (Cl. Sporogenes) 





S 2: 










M 




5 




1 


WM^M^ffefl 1 ^ (A. Cycloheptanicus) 






2 


BSiJJi^&^JSfFli (A. Acidoterrestris) 






3 


H&JltJFIS^JBffB (A. Acidocaldarius) 






4 


wmnmmm^ cb. subtms) 






5 


M^n^f&ffB (B. coagulans) 


10 




6 


"t^JliJKi^f&ffli (B. stearo therm ophilus ) 






7 


^ffe^ll (Cl. Sporogenes) 



15 

^ 5 







(A) 


(C) 


(D) 


(B) 


(C) 


(E) 


(A. Acidocaldarius) 


+ 






+ 






(A. Acidoterrestris) 




+ 






+ 




Hi (A. Cycloheptanicus) 






+ 






+ 


(B. subtilis) 














(B. coagulans) 














(B. stearothermophilus) 














(Cl. Sporogenes) 
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& m ^ mi5/i8M 



^^lalf^^ffeffB ( Alicyclobacillus acidocaldarius ) , Wi±^^fW. 
^rl&lffW (Alicyclobacillus acidoterrestris ) , Jf^SIaJf^^JS^f^ 
(Alicyclobacillus cycloheptanicus) H, M.iti&JB rT^ 
3lJJ£$C 450 bp, 430 bp ffl 400 bp ft] PCR IC/^tJ . ^^pT^^^, ^ 

io &±mm&tEffim pcr iftTOW. sith, z^±h##sij 

15 

(i) gftt&r 

20 (2) DNA 

^^m^ji (2) *mwMJj^m&r>NAmm° 

(3) *£i»gi4&to«tNi<£/a 

25 # RNA SH^M^d: B&&JJi3*K#f&*F3r (Alicyclobacillus 

acidocaldarius) (ft 16s ^ H # RNA S@ ( H ^ X60742 , 

(EMBL/GenBank $tfgj£) ) [Int. J. Syst. Bacteriol., 42 (2) ,263-269 
(1992)], ^±l|i^^^ffeff0 (Alicyclobacillus acidoterrestris) #J 16s 
^$t#RNA^g (#& Hokkaido ^SjflF Yamazaki WWi^) , 

30 W^SHlFS^f&ft^ (Alicyclobacillus cycloheptanicus) ftj 16s & 
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ii$RNAi@ C^^^^J X51928 ( EMBL/GenBank 3&#gJ¥) ) [Curr. 
Microbiol., 2\, 325-327 (1990)], ffl g DN A & (Perkin-Elmer) 



5 ^ 6 





5\W 




Tm CO 


(A. Acidocaldarius) 




SEQIDNOS: 9 


53.0 


(A. Acidocaldarius) 




SEQIDNOS: 10 


51.2 


(A. acidoterrestris) 


IEI«]3I$J 


SEQIDNOS: 11 


49.8 


(A. acidoterrestris) 




SEQIDNOS: 12 


49.3 


(A. cycloheptanicus) 




SEQIDNOS: 13 


49.8 


(A. cycloheptanicus) 




SEQIDNOS: 14 


53.0 



(i) ffliiPCR^Bfim 

(4-1) PCRMl^«iJ# 

«3E^, }C«!jfP£ (2) ^'J&lft DNA?#«A0.2 ml 
10 (TAKARA SHUZO&w]) ^ftM PCR M^tl. W±&tf^aK& 

±iaifc 



(4-2) PCR 

^m^t\i± (4-1) l^^afffiiii^ft (TaKaRa PCR #5; 
15 t/ti^ft MP, TAKARA SHUZO CO., LTD./^) ^^T&^o 

&m 4 0f?iJ WMS^r^Tiafi 1 PCR 0 

(F) SEQIDNO: 9 SEQIDNO: 

10£&J&; (G) S^I^J SEQIDNO: 11 *P3I$I SEQ ID NO: 12 
20 (H) S?l#3 SEQIDNO: 13 $3 3 1 $9 SEQ ID NO: 14£E/&o 
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& m 4? nnmw 



(4-3) 

^pcr rit/s, £ 25\i\tfj&mm^m^MA 5iii 6x±wm# 

m (TAKARA SHUZO CO.,LTD) , m^}B%L6 nl # 1.5%^)Mlg$i 
5 j& (S£J!t$f L03, TABCARA SHUZO CO.,LTD.^ R a p, 1 XTBE 

±.WiT Efe£k(*^i&&: Mupid, Cosmo Bio Co.) 

fc&:tJ5, ^JKffi'g- lug/ml *Z,«W**+lfefe 20 ^Bt, ^ 

jsjbtk^ io ft®?* (mmmmm, Bio-Rad) ymmm^. 

10 Polaroid Mf^Io 

(1) *SJI 

15 &® 3 iA^ilJ^m^^^ffl^ltl^ (F) , (G) ft (H) fitJ 

^n. #*itw^xraffl i.o 

20 
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n HJ3 45 3518/1835 



3fe 7 







(F) 


(G) 


(H) 


(A. Acidocaldarius) 








(A. Acidoterrestris) 




+ 




(A. Cycloheptanicus) 






+ 


(B. subtilis) 








(B. coagulans) 








(B. stearothermophilus) 








(Cl. Sporogenes) 









& # ffi ft 0 (Alicyclobacillus acidocaldarius) . M±Ba^M^f&ft# 
(Alicyclobacillus acidoterrestris) > Jf^^Ia^F^^f&ft^ 
(Alicyclobacillus cycloheptanicus) frf, f ffl*tlW?IMW^^S"J 
r*tfcrj 450bp, 430bp 5f0 400bp #J PCR fE/^* ^~ :fr®HSiIE£, £ 

imi^s^f. pcr ^^/tn^o 
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